[Abstract] Detection of natural hybrids is of great significance for plant taxonomy, reproductive biology, and population genetic studies. Compared with methods depending on morphological characters, molecular markers provide reliable and much more accurate results. This protocol describes approaches employing microsatellite (SSR) markers to identify inter-specific hybrids in Mussaenda (Rubiaceae).
Tris base (Thermo Fisher
The PCR products were determined on an ABI PRISM 3100 Genetic Analyzer in the Sangon Biotech (Shanghai) Co., Ltd., and 1 μl products (10-fold diluted) were mixed with 15 μl Hi-Di TM Formamide probe, which included 2% GeneScan 500Liz. The amplified SSR fragment data were collected using GeneMarker version 2.4.0 software.
Data analysis
The software FSTAT 2. For FSTAT, GenAlex and NewHybrids, we used the default value in each software. For STRUCTURE, we chose admixture model, and set the parameters as we mentioned in the original article (Luo et al., 2015) , other parameters we used the default values.
Representative data
A representative example of data can be found in our published work (Luo et al., 2015) . Figure   1 shows genotype class analysis of all sampled individuals based on the programs NewHybrids and STRUCTURE using SSR data.
www.bio-protocol.org/e1853 Adjust all to pH 8.0 and make up to 100 ml with ddH2O. This stock solution can be diluted to 1x prior to use in electrophoresis.
5. 1% agarose gel Dissolve 1 g agarose in 100 ml 1x TBE
